The aim of this study was to explore the relationship between serum 25-hydroxyvitamin D [25(OH)D] concentrations and lower extremity arterial disease (LEAD) in type 2 diabetes mellitus (T2DM) patients and to investigate the intervention effect of vitamin D. 145 subjects were assigned to a control group (Group NC), T2DM group (Group DM1), and T2DM complicated with LEAD group (Group DM2); then Group DM2 were randomly divided into Group DM3 who received oral hypoglycemic agents and Group DM4 who received oral hypoglycemic drugs and vitamin D3 therapy. Compared to Group NC, 25(OH)D was significantly lower in Group DM2 and marginally lower in Group DM1. In contrast to baseline and Group DM3, 25(OH)D rose while low density lipoprotein (LDL), retinol binding protein 4 (RBP4), and HbA1c significantly lowered in Group DM4. Statistical analysis revealed that 25(OH)D had a negative correlation with RBP4, duration, HbA1c, homeostasis model assessment for insulin resistance (HOMA-IR), and fasting plasma glucose (FPG). LDL, systolic blood pressure (SBP), FPG, and smoking were risk factors of LEAD while high density lipoprotein (HDL) and 25(OH)D were protective ones. Therefore, we deduced that low level of 25(OH)D is significantly associated with the occurrence of T2DM complicated with LEAD.
Introduction
Lower extremity arterial disease (LEAD) is a common peripheral arterial disease, which seriously affects the patient's functional capacity and quality of life [1] . It is one of the factors that contribute to the progressive and the critical courses of foot ulceration and amputation in type 2 diabetes mellitus (T2DM) patients [2] , and it is frequently associated with coronary, cerebral, and renal artery diseases [3] . Vitamin D is a secosteroid, which is obtained from exposure to sunlight and through dietary sources including food and supplements. It is hydroxylated in the liver to 25- [4] . In addition to the traditional involvement of vitamin D in bone metabolism, several lines of evidence suggest a role for vitamin D in glucose levels, insulin resistance (IR), and prevalence of T2DM [5] [6] [7] [8] , and there are more and more studies that have found that it participated in systemic inflammation, immune, and lipid metabolism to reduce the risk of cardiovascular diseases [9] , but few investigations suggest the association between vitamin D and T2DM complicated with LEAD. Hence, demonstrating a relationship between 25(OH)D and T2DM complicated with LEAD is necessary. Retinol binding protein 4 (RBP4) is a new adipokine identified by Yang et al. [10] using gene chip technology, which involves the occurrence of IR, T2DM, and macrovascular complications. Several researches [11] have shown that vitamin D is correlated with adiponectin, leptin, and other adipokines, but there are few studies analyzing a relationship between 25(OH)D and RBP4 in T2DM patients complicated with LEAD. Therefore, we realize the importance of further investigation in this area. In this effort, we conducted a clinic-based case-control study to explore the relationship among 25(OH)D, RBP4, and T2DM The subjects who met the following criteria were excluded: (1) individuals who had acute complications of T2DM, retinopathy, nephropathy, and other chronic complications, cancer, vitamin A deficiency, liver and kidney dysfunction, osteoporosis, and other history of bone metabolic disorders; (2) those taking drugs including vitamins, calcium, lipid lowering drugs, estrogen, and other drugs affecting bone metabolism. All the patients were assigned into 2 groups: the one that is without complications (Group DM1: 25 males, 20 females) and the other that is complicated with LEAD (Group DM2: 38 males, 24 females); then subjects in Group DM2 were further divided into Group DM3 (16 males, 15 females) and Group DM4 (22 males, 9 females). Patients in these 2 groups were both treated with hypoglycemic drugs, and additionally patients of Group DM4 were orally administered vitamin D3 1000 IU daily. In this period 2 subjects in Group DM3 were out of touch and 4 subjects in Group DM4 could not insist on the intervention therapy and quitted. The relevant characteristics were tested and ABI was reexamined in Groups DM3 and DM4 after 12 weeks of therapy. 38 age-sex-matched healthy people with no hypertension or impaired glucose tolerance were chosen at the same period as a control group (Group NC) (20 males and 18 females).
ABI Measurement.
The Doppler instrument (Bidop ES-100-v3 produced in Japan) was adapted. All the ABI measurements were performed with the subjects in the supine position, a blood pressure cuff was placed on patients' upper arms, and it was inflated until no brachial pulse was detected by the Doppler device. The cuff was then slowly deflated until the Doppler-detected pulse returned to measure brachial systolic blood pressure (BSBP). This maneuver was repeated on the leg, with the cuff being wrapped around the distal calf and the Doppler device being placed over the dorsalis pedis or the posterior tibial artery to measure ankle systolic blood pressure (ASBP) [12] . Ankle brachial index (ABI) = ASBP/BSBP and ABI < 0.9 indicated the presence of LEAD [13] .
Assays.
All the subjects took balanced diets for 3 days and then fasted overnight for 12 hours. Clinical characteristics including sex, age, diabetes duration, height, weight, hip circumference, blood pressure, and history of smoking were collected. Body mass index (BMI) and waist-hip ratio (WHR) were calculated as weight divided by height squared (kg/m 2 ) and waist circumference divided by hip circumference, respectively. Systolic blood pressure (SBP) and diastolic blood pressure (DBP) were measured using a digital automatic blood pressure monitor. Patients' blood samples were kept frozen at −80 ∘ C until analysis. [14] . The level of RBP4 was measured by enzyme-linked immunoassay (AssayPro, MO, USA).
Statistical Method.
All data were calculated by SPSS17.0 statistical software (SPSS Inc., Chicago, IL, USA). Continuous variables are presented as mean ± standard deviation ( ± ), or median and interquartile range (25th and 75th percentile) in cases of skewed distributions, while categorical variables are presented as percentages. These groups were compared using two-sample -test, Mann Whitney test, or chisquare test. Paired sample -test was used to compare the differences before and after treatment. Pearson's correlation coefficient or Spearman's rank correlation coefficient was used to assess the relationship between 25(OH)D and other markers. Multivariable logistic regression analysis was used to calculate the ORs and 95% confidence intervals for LEAD; statistical significance was accepted at < 0.05.
Results

Clinical and Biochemical
Characteristics. The indexes of the subjects were listed in Table 1 . There were no differences of sex between the 3 groups ( > 0.05). Participants in Group DM2 had a longer duration than in Group DM1; the differences were statistically significant ( < 0.05). Serum 25(OH)D concentrations were 24.77 ± 5.9 ng/mL, 17.32 ± 7.42 ng/mL, and 12.63 ± 7.83 ng/mL in Groups NC, DM1, and DM2, respectively; compared with Group NC, 25(OH)D decreased in Groups DM1 and DM2 and the decrease in Group DM2 was more significant ( < 0.05). RBP4 level was lower in T2DM patients with LEAD compared to the patients without LEAD and healthy people ( < 0.05). Raised FPG, FINS, HbA1C, TC, TG, LDL, HOMA-IR, SBP, and WHR and decreased HDL in Groups DM1 and DM2 were exhibited as compared with Group NC ( < 0.05); age, FPG, LDL, SBP, HbA1C, and the rate of smoking increased and HDL decreased in Group DM2 compared with the other 2 groups ( < 0.05). 
Cases with Different Levels of 25(OH)D among Three
Groups. As depicted in Table 2 Table 4 Table 5 , the presence of LEAD in T2DM patients was used as the dependent variable, while 25(OH)D, TC, TG, HDL, LDL, BMI, RBP4, HOMA-IR, SBP, FINS, FPG, WHR, age, sex, duration, and smoking were used as the independent variables. Multivariable logistic regression analysis showed that smoking (OR = 5.565, 95% CI = 1.379-22.458), FPG (OR = 1.818, 95% CI = 1.027-3.217), SBP (OR = 1.167, 95% CI = 1.081-1.260), and LDL (OR = 2.746, 95% CI = 1.122-6.721) were significant negative predictors. HDL (OR = 2.746, (1)
Correlations between 25(OH)D and Other Indexes. As depicted in
Independent Factors for the Presence of LEAD. As shown in
Discussion
RBP4 is a molecule found in the circulation, thought to be secreted mainly by adipose tissue and the liver. Increased serum RBP4 levels have been reported in subjects with obesity, IR, and T2DM and in other insulin-resistant states, such as metabolic syndrome and vascular complications of DM [15] . Cabré et al. [16] pointed out that RBP4 would increase in patients of T2DM complicated with coronary heart disease, and when the level of RBP4 increased by 1/4, the risk of cardiovascular disease would increase by 2.5 times. In this study, the level of RBP4 was higher in patients of T2DM with LEAD than in patients of T2DM and healthy people. Therefore, RBP4 is involved in the pathogenesis of T2DM with LEAD. Metheniti et al. [17] reported that 25(OH)D was low in ultra obese young females and it was significantly associated with RBP4 and neutrophil gelatinase-associated lipocalin (NGAL). We found that there was a negative correlation between 25(OH)D and RBP4; the concentrations of RBP4 decreased after vitamin D supplementation in the study. Vitamin D may reduce peripheral IR by inhibiting the expression of peroxisome proliferator-activated receptor-(PPAR-) and the differentiation from preadipocytes to mature adipocytes [18] . This result suggests that one of the reasons for IR led by vitamin D deficiency in T2DM patients is the regulation of RBP4.
The third national health and nutrition examination survey (NHANES-III) found that, compared with residents with normal concentrations of 25(OH)D, residents with low concentrations of 25(OH)D had a higher incidence of peripheral arterial disease [19] . In this study, the level of 25(OH)D in T2DM group was lower than the one in control group, and it was the lowest in T2DM with LEAD group; 25(OH)D was a factor to protect DM patients from the pathogenesis of LEAD. Our findings were consistent with the research of FahrleitnerPammer et al. [20] [18] . Besides, it can affect insulin sensitivity by stimulating (PPAR ) and the gene expression of insulin receptor [21] . (2) Calcitriol can regulate rennin angiotensin-aldosterone system (RAAS), inhibit the expression of renin, and adjust the synthesis and secretion of atrial natriuretic peptide. [23, 24] and reduce chronic inflammatory reaction of the arterial wall [25] by inhibiting the secretion of inflammatory cytokines, such as IL-6, TNF-, and C-reactive protein (CRP) [26] . (7) Calcitriol can inhibit foam cells formation in vascular wall by reducing acetylation and reduce the level of oxidized LDL in T2DM patients.
A 20-year retrospective study has found that [27] the incidence of DM complicated with cardiovascular diseases reduced by 33% in population with 800 IU vitamin D and 1200 mg calcium of daily intake compared to those with 400 IU vitamin D and 600 mg calcium of daily intake, which suggests that vitamin D supplementation might become an effective measurement to prevent the occurrences of T2DM complicated with macrovascular diseases. Major et al. [28] suggested that oral supplementation of vitamin D could regulate blood lipid. In this study, the levels of LDL and RBP4 reduced in T2DM group after the intervention of vitamin D, and, simultaneously, the incidence rate of LEAD in T2DM group also decreased after the intervention of vitamin D. Therefore, vitamin D supplementation can protect T2DM patients from being complicated with LEAD ultimately by improving IR and lipid metabolism and inhibiting inflammation.
Conclusion
There were several limitations in our study. The sample size was relatively small and we did not consider the influence of outdoor activities and seasonal variation on the level of vitamin D. However, the study was conducted in winter so that the impact of sun exposure was minimized. In conclusion, the phenomenon of vitamin D deficiency amongst T2DM patients was more and more prevalent, and, with the advantages of low price and validated long-term safety, the supplementation of vitamin D would be one of the intervening measurements for the presentation of T2DM and its vascular complications.
